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Please cancel claims 1-43. 
Please acid new claims 44-210: 



44. A method for the amplification of * least one target nucleic acid sequence of interest, 
comprising, for each target nucleic kid sequence of interest: 

a. contacting upstream and downstream oligonucleotide ligation probes with the target 
nucleic acid sequence such Mat the 3' terminus of the upstream probe is juxtaposed to the 
5' terminus of the downstream probe while both the upstream and downstream probes are 
in contact with the target nuclfeic acid sequence; 



b. ligating together the upstream 
termini to form a ligated targe 



and downstream probes at their respective juxtaposed 
probe template; and 



c. using the ligated target probe template in a strand displacement amplification reaction to 
form amplicons of the ligated larget probe template, wherein the strand displacement 
reaction utilizes at least a first SDA primer, wherein each SDA primer comprising a 
restriction endonuclease sequence upstream of a sequence specific for the ligated target 
probe template, 

wherein steps a, b, and c occur atihe same time. 

45. The method of claim 44 wherein &§ gcoi|d SD Ajrimer is utilized in addition to the first SDA 
primer in the strand displacement reaction. 

i 

46 The method of claim 45 wherein the first; SDA primer is attached to a substrate. 

\ 

47. The method of claim 46 wherein the first <&DA primer is attached through a biotin/streptavidin 
interaction. 



48. The method of claim 46 wherein the first SDA primer is attached through a covalent bond. 



m 



Patent 

Attorney Docket: 265/018 

49. The method of claim 45 wherein tfcie first and second SDA primers are individually attached to a 
substrate. 

50. The method of claim 49 wherein th| first and second SDA primers are attached through a 
biotin/streptavidin interaction. 

5 1 . The method of claim 49 wherein the|first and second SDA primers are attached through a 
covalent bond. 

52. The method of claim 44 wherein thetirst SDA primer is attached to a substrate. 



53. The method of claim 52 wherein the first SDA primer is attached through a biotin/streptavidin 
interaction. 



54. The method of claim 52 wherein thi 



55. The method of claim 44 wherein 
modified to be non-extendable by 




DA primer is attached through a covalent bond. 



th^ downstream ligation probe has a 3 5 terminus that is 
polymerases. 



56. The method of claim 44 wherein a plurality of target nucleic acid sequences are amplified within 
the same reaction mixture. 



57. The method of claim 56 wherein th< 
of hybridizing to all ligated target p 

58. The method of claim 56 wherein at 

59. The method of claim 56 wherein at 



first SDA primer is a universal amplification primer capable 
obe templates. 

east three target nucleic acids are amplified, 
east four target nucleic acids are amplified. 



60. The method of claim 44 wherein no bumper primers are used in the strand displacement 
amplification. . 

61. The method of claim 44 wherein amplifJlEkof the ligated target probe template are detected. 
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62. The method of claim 61 wherein detection of amplicons is by at least one method selected from 
the group consisting of fluorescent detection, chemiluminescent detection, and 
electrochemiluminescent detection. 

63. The method of claim 61 wherein the detection is by hybridization of a labeled oligonucleotide 
probe to the amplicon species. 

64. The method of claim 63 wherein the hybridization probe is specific for an allele of a gene. 

65. The method of claim 63, further comprising the step of thermally denaturing any double stranded 
amplicon species prior to detecting the anjiplicon species. 

66. The method of claim 63,further comprising the step of electronically denaturing any double 
stranded amplicon species prior to detect|ng the amplicon species. 

67. The method of claim 61 wherein the amplification step and detecting step occur simultaneously 
in relation to one another. 

68. The method of claim 61 wherein jjfie amplification step and detecting step occur consecutively 
in relation to one another. 

69. The method of claim 61 wherein the detection is by the incorporation of a labeled nucleotide 
into the amplicon. 

70. The method of claim 69 wherein the amplification step and detecting step occur simultaneously 
in relation to one another. 



71. The method of claim 44 wherein the res 
endonuclease recognition sequence is Bs 



tHction endonuclease which recognizes the restriction 
;BNI. 



72. The method' of claim 44 wherein the restriction endonuclease which recognizes the restriction 
endonuclease recognition sequence is selected from the group consisting of: Hindi, Hindll, Bso 
BI, Aval, Fnu4HI, Tthl 1 II, and Neil. 
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73. The method of claim 44 wherein the resArtion endonuclease which recognizes the restriction 
endonuclease recognition sequence is selected from the group consisting of: BstXI, BsmI, BsrI, 
Bsal, NlaV, Nspl, PflMI, HphI, Alwl, Fokl AccI, TthlHI, Mra I, Mwo I, Bsr BI, Bst NI, Bst 01, 
and Bsm AL I 

74. The method of claim 44 wherein in the straild displacement amplification step (c) at least one 
modified nucleic acid is incorporated into tile amplicon, wherein the modification prevents 
cleavage of a polynucleotide containing thepa4ified nucleic acid by restriction endonucleases. 

75. The method of claim 74 wherein the nfcdifild nucleij^acid is methylated. 

76. The method of claim 74 wherein the modified nucleic acid is phosphorothiolated. 

77. The method of claim 74 wherein the modified nucleic acid is selected from the group consisting 
of 2'deoxyadenosine 5'-0-(l-thiotriphosphati) ? 5-methyldeoxycytidine 5'-triphosphate, 2'- 
deoxyuridine S'-triphosphate, and 7-deaza-2'|deoxyguanosine 5 "-triphosphate. 

78. The method of claim 45 wherein the strand displacement amplification in step (c) utilizes an 
unequal effective concentration ratio of the first SDA primer to the second SDA primer, wherein 
the first and second SDA primers form a set of primers, and wherein unequal populations of 
complementary first and second amplified strands of the target nucleic acids are formed in step 

(c). 

79. The method of claim 78 wherein the unequal effective concentration ratio is obtained by 
providing at least one SDA primer of the set in molar excess as compared to the other SDA 
primer in the set. 

80. The method of claim 79 wherein the SDA primer that is in molar excess is labeled. 

81. The method of claim 80 wherein the label is a fluorescent label. 

82. The method of claim 81 wherein the fluorescent label is selected from the group consisting of 
Bodipy-derivatives, Cyanine-derivatives, fluorescein-derivatives, and rhodamine-derivatives. 
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83. The method of claim 80 wherein the label is a chemiluminescence label. 

84. The method of claim 80 wherein the label is an electrochemiluminescence label. 

85. The method of claim 80 wherein the label is biotin. 

86. The method of claim 78 wherein the unequal effective concentration ratio is obtained by 
providing a competitor in the amplification reaction for either the first SDA primer or the second 
SDA primer, and wherein the competitor is selected from the group consisting of: non- 
extendable competitors, non-cleavable competitors, and competitors which are non-extendable 
and non-cleavable. 

87. The method of claim 86 wherein the competitor is anchored to a substrate. 

88. The method of claim 86 wherein the competitor is in solution. 

89. The method of claim 86 wherein the competitor is a non-extendable competitor. 

90. The method of claim 89 wherein the competitor comprises a non-extendable 3' modification 
selected from the group consisting of: a 3' terminal base mis-match, a 3' dideoxy nucleic acid, 
and a blocking group attached to the 3' hydroxy group of the 3' terminal nucleic acid. 

91. The method of claim 86 wherein the competitor is a non-cleavable competitor. 

92. The method of claim 91 wherein the non-cleavable competitor comprises a nucleic acid selected 
from the group consisting of: methylated nucleic acids and phosphorothiolated nucleic acid. 

93. The method of claim 91 wherein the non-cleavable competitor comprises a modified nucleic acid 
selected from the group consisting of 2'deoxyadenosine 5 f -0-(l-thiotriphosphate), 5- 
methyldeoxycytidine S'-triphosphate, 2'-deoxyuridine 5'-triphosphate, and 7-deaza-2'- 
deoxyguanosine 5 ? -triphosphate. 

94. The method of claim 86 wherein the SDA primer which the competitor does not compete with is 
labeled. 



95. The method of claim 94 wherein the label is a fluorescent label. 
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96. The method of claim 95 wherein the fluorescent label is selected from the group consisting of 
Bodipy-derivatives, Cyanine-derivatives, fluorescein-derivatives, and rhodamine-derivatives. 

97. The method of claim 94 wherein the label is a chemiluminescence label. 

98. The method of claim 94 wherein the label is an electrochemiluminescence label 

99. The method of claim 94 wherein the label is biotin. 

100. The method of claim 44 wherein at least one of the first and second SDA primers is labeled. 

101. The method of claim 1 00 wherein the label is a fluorescent label. 

102. The method of claim 101 wherein the fluorescent label is selected from the group consisting 
of Bodipy-derivatives, Cyanine-derivatives, fluorescein-derivatives, and rhodamine-derivatives. 

1 03 . The method of claim 1 00 wherein the label is a chemiluminescence label. 

104. The method of claim 100 wherein the label is an electrochemiluminescence label. 

1 05 . The method of claim 1 00 wherein the label is biotin. 

106. The method of claim 44 wherein allele specific strand displacement amplification is carried 
out for target nucleic acids of interest which encode a gene with two or more known alleles, 

wherein the upstream and downstream ligation probe sequences are selected to be specific for a 
particular allele of the gene, so that the ligation probes contact, proximate the 3' end of the 
upstream probe or proximate the 5' end of the downstream probe, a portion of the target nucleic 
acid sequence which is determinative of the allele, 

wherein, if the target nucleic acid does not contain the sequence determinative of the allele for 
which the ligation probes are selected, the juxtaposed terminus of one of the probes is 
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misaligned, so that, in step (b), the ligation probes are ligated only if the target nucleic acid 
sequence contains the allele determinative sequence, and 

wherein, in step (c), amplicons are produced by strand displacement amplification if the allele 
determinative sequence is contained within the target nucleic acid sequence. 

107. The method of claim 106 wherein the upstream probe is particular for the allele 
determinative sequence, and is not complementary for other alleles at the ultimate 3' nucleic acid 
of the upstream probe. 

1 08. The method of claim 1 06 wherein the upstream probe is particular for the allele 
determinative sequence, and is not complementary for other alleles at the penultimate 3' nucleic 
acid of the upstream probe. 

109. The method of claim 106 wherein the downstream probe is particular for the allele 
determinative sequence, and is not complementary for other alleles at the ultimate 5' nucleic acid 
of the downstream probe. 

110. The method of claim 106 wherein the downstream probe is particular for the allele 
determinative sequence, and is not complementary for other alleles at the penultimate 5' nucleic 
acid of the downstream probe. 

111. The method of claim 44 wherein the upstream and downstream oligonucleotide ligation 
probes are initially incapable of being ligated together, the method further comprising rendering 
capable of being ligated together the upstream and downstream oligonucleotide ligation probes 
prior to ligating the probes together in step (b). 

112. The method of claim 1 1 1 wherein the rendering comprises removing one or more terminal 
nucleotides from the oligonucleotide probes. 

113. The method of claim 1 1 2 wherein one or more terminal nucleotides are removed from the 3 ' 
terminus of the upstream oligonucleotide ligation probe. 
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1 14. The method of claim 113 wherein one or more terminal nucleotides are removed by an 
endonuclease. 

115. The method of claim 1 1 4 wherein the endonuclease is Endonuclease IV. 

1 16. The method of claim 1 12 wherein one or more terminal nucleotides are removed from the 5 ' 
terminus of the downstream oligonucleotide ligation probe. 

117. A method of claim 1 1 6 wherein one or more terminal nucleotides are removed by an 
exonuclease. 

118. The method of claim 1 1 7 wherein the exonuclease is a DNA polymerase. 

119. The method of claim 1 1 2 wherein one or more terminal nucleotides that are removed are 
non-complementary to the target sequence. 

120. A method for the amplification of at least one target nucleic acid sequence of interest from at 
least one sample, using an electronically Addressable microchip, comprising, for each target 
nucleic acid sequence of interest: | 

a. contacting upstream and downstream oligonucleotide ligation probes with the target 
nucleic acid sequence such that the|3' terminus of the upstream probe is juxtaposed to the 
5' terminus of the downstream probte while both the upstream and downstream probes are 
in contact with the target nuclei^ciffsfequence; 

b. ligating together the upstre^and dlwnstream probes at their respective juxtaposed 
termini to form a ligated tarW probel t em plate^and 

c. using the ligated target probe template in a strand displacement amplification reaction to 
form amplicons of the ligated target plobe template, wherein the strand displacement 
reaction utilizes at least a first SDA primer, wherein each SDA primer comprising a 
restriction endonuclease sequence upstream of a sequence specific for the ligated target 
probe template, | 
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wherein at least one nucleic acid selected from group consisting of target sequences, ligated target 
probe templates, and amplicons is electtonically addressed in a step (d) to any of a plurality of 
capture sites on the bioelectronic microchip. 



121. The method of claim 1 20 whereir 
before the contacting step (a). 

1 22. The method of claim 1 20 wherein 
(d), after the ligation step (b). 

123. The method of claim 1 20 wherein 
the amplifying step (c). 



a target sequence is electronically addressed in step (d), 



i ligated probe template is electronically addressed in step 



an amplicon is electronically addressed in step (d), after 



1 24. The method of claim 1 20 wherein 
SD A primer in the strand displacemer t 



a second SDA primer is utilized in addition to the first 
reaction. 



the 



125. The method of claim 1 20 when 
modified to be non-extendable by DNJ\ 

1 26. The method of claim 1 20 whet- 
within the same reaction mixture. 



127. The method of claim 126 
capable of hybridizing to all ligated 



128. The method of claim 1 26 wherein 



1 29. The method of claim 1 26 wherein 



ownstream ligation probe has a 3' terminus that is 
polymerases. 

Iity of target nucleic acid sequences are amplified 



whereinfche first SDA primer is a universal amplification primer 
target probe templates. 



t least three target nucleic acids are amplified, 
t least four target nucleic acids are amplified. 



130. The method of claim 120 wherein t|rget nucleic acids from more than one sample are 
amplified. 

131. The method of claim 1 20 wherein target nucleic acids from more than two samples are 
amplified. 
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1 32. The method of claim 130 wflUrein the amplification step (c) occurs simultaneously for the 
target nucleic acids of more tl^^i^jsrfnple. 

133. The method of claim 120 wherein no bumper primers are used in the strand displacement 
amplification. 

134. The method of claim 120, farther comprising an electronic washing step after step (d) to 
remove unhybridized nucleic acids which have been electronically addressed to the capture site. 

135. The method of claim Up, further comprising the passing of a sufficient negative charge 
through the electrode assoc^tedjlit^the capture site to create electronically induced stringency 
to remove mis-matched hybridized target nucleic acids formed in step (d). 

136. The method of claim 1 24 wherein the first and second SD A primers are contained within a 
branched primer structure, having the capacity to support strand displacement amplification, 
wherein the branched primer is attached to the capture site. 

137. The method of claim 136 wherein the branched primer is attached to the capture site through 
a biotin/streptavidin interaction. 

138. The method of claim 136 wherein the branched primer is attached to the capture site through 
a covalent bond. 

139. The method of claim 136 wherein the branched primer is formed by attaching the first and 
second SD A primers to an amino acid. 

140. The method of claim 139 wherein the amino acid is lysine. 

141 . The method of claim 1 36 wherein the branched primer formed by attaching the first and 
second SDA primers to a spacer molecule selected from the group consisting of polyethylene 
glycol polymers, polyamino acids, and a polyfunctional amino acid which has been derivatized 
with two nucleic acid oligomers. 
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142. The method of claim 124 wherein the first and second SDA primers are individually attached 
to the capture site. 

143. The method of claim 142 wherdin the first and second SDA primers are attached to the 
capture site through a biotin/streptaVidin interaction. 

144. The method of claim 142 wherein the first and second SDA primers are attached to the 
capture site through a covalent bond. 

145. The method of claim 120 where n the first SDA primer is attached to the capture site. 

146. The method of claim 142 whertfin the first SDA primer is attached to the capture site through 
a biotin/streptavidin interaction. 

147. The method of claim 142 wheijsin the first SDA primer is attached to the capture site through 
a covalent bond. 



148. The method of claim 12 
capture site. 




hei em at least some of the amplicon species are anchored at the 



149. The method of claimU 20 whej-ein appli^ohs of the ligated target probe template are 
detected. 



150. The method of claim 149 
from the group consisting 
electrochemiluminescent and detection 



whejrein detection of amplicons is by at least one method selected 
of fluorescent detection, chemiluminescent detection, and 



151. The method of claim 1 49 wh srein the detection is by hybridization of a labeled 
oligonucleotide probe to the amplicon species. 

152. The method of claim 1 5 1 wherein the hybridization probe is specific for an allele of a gene. 

1 53 . The method of claim 151, further comprising the step of thermally denaturing any double 
stranded amplicon species prior to detecting the amplicon species. 
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1 54. The method of claim 151, furthe\comprising the step of electronically denaturing any double 
stranded amplicon species prior to de ecting the amplicon species. 

155. The method of claim 149 whereir the amplification step and detecting step occur 
simultaneously in relation to one anot Ler. 



156. The method of claim 1 49 whereir 
consecutively in relation to one anoth 



158. The method of claim 1 57 wWereir 



simultaneously in relation to one anol ler 



the amplification step and detecting step occur 



157. The method of claim 149 whereij ^the^etection is by the incorporation of a labeled 
nucleotide into the amplicon. 

ication step and detecting step occur 




159. The method of claim 120 whereir 
acid selected from the group consistir 
that is modified to be non-extendable. 



the capture site has attached thereto at least one nucleic 
g of: a ligation probe, a ligation probe having a 3' terminus 
and a capture probe. 



160. The method of claim 120 wherein the upstream and downstream oligonucleotide ligation 
probes are initially incapable of being ligated together, the method further comprising rendering 
capable of being ligated together the upstream and downstream oligonucleotide ligation probes 
prior to ligating the probes together in step (b). 

161 . The method of claim 160 wherein the rendering comprises removing one or more terminal 
nucleotides from the oligonucleotide probes. 

162. The method of claim 161 wherein one or more terminal nucleotides are removed from the 3' 
terminus of the upstream oligonucleotide ligation probe. 

163. The method of claim 162 wherein one or more terminal nucleotides are removed by an 
endonuclease. 

164. The method of claim 163 wherein the endonuclease is Endonuclease IV. 



13 



08 



s 3 ^ 



Patent 

Attorney Docket: 265/018 

165. The method of claim 161 wherein one or more terminal nucleotides are removed from the 5' 
terminus of the downstream oligonucleotide ligation probe. 

166. A method of claim 165 wherein one or more terminal nucleotides are removed by an 
exonuclease. 

167. The method of claim 166 wherein the exonuclease is a DNA polymerase. 

168. The method of claim 161 wherein one or more terminal nucleotides that are removed are 
non-complementary to the target sequence. 

169. The method of claim 120 wherein the restriction endonuclease which recognizes the 
restriction endonuclease recognition sequence is BstBNI. 

170. The method of claim 120 whereinlthe restriction endonuclease which recognizes the 
restriction endonuclease recognition slquence is selected from the group consisting of: Hindi, 
Hindll, Bso BI, Aval, Fnu4HI, Tthl 1 l|, and Neil. 

171. The method of claim 1 20 wherein lie restriction endonuclease which recognizes the 
restriction endonuclease recognition secmience is selected from the group consisting of: BstXI, 
BsmI, BsrI, Bsal, NlaV, Nspl, PflMI, H$hl, Alwl, Fold, AccI, TtMIII, Mra I, Mwo I, Bsr BI, Bst 
NI, Bst OI, and Bsm AI. 



172. The method of claim 1 20 wherdfi in 
one modified nucleic acid is incc^poratec 
cleavage of a polynucleotide containing 



he strand displacement amplification step (c) at least 
into the amplicon, wherein the modification prevents 
ae modified nucleic acid by restriction endonucleases. 



1 73 . The method of claim 1 72 wherein the 



modified nucleic acid is methylated. 



1 74. The method of claim 1 72 wherein the modified nucleic acid is phosphorothiolated. 

175. The method of claim 172 wherein the modified nucleic acid is selected from the group 
consisting of 2'deoxyadenosine 5'-0-(l-th LOtriphosphate), 5-methyldeoxycytidine 5'- 
triphosphate, 2'-deoxyuridine 5'-triphosph ite, and 7-deaza-2'-deoxyguanosine S'-triphosphate. 
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176. The method of claim 124 wherein the strand displacement amplification in step (c) utilizes an 
unequal effective concentration ratio of the first SDA primer to the second SDA primer, wherein 
the first and second SDA primers form a set of primers, and wherein unequal populations of 
complementary first and second amplified strands of the target nucleic acids are formed in step 
(c). 

177. The method of claim 176 wherein the unequal effective concentration ratio is obtained by 
providing at least one SDA primer of the set in molar excess as compared to the other SDA 
primer in the set. 

178. The method of claim 177 wherein the SDA primer that is in molar excess is labeled. 

1 79. The method of claim 1 78 wherein the label is a fluorescent label. 

180. The method of claim 179 wherein the fluorescent label is selected from the group consisting 
of Bodipy-derivatives, Cyanine-derivatives, fluorescein-derivatives, and rhodamine-derivatives. 

181. The method of claim 1 78 wherein the label is a chemiluminescence label. 

182. The method of claim 178 wherein the label is an electrochemiluminescence label. 

183. The method of claim 1 78 wherein the label is biotin. 

1 84. The method of claim 1 76 wherein the unequal effective concentration ratio is obtained by 
providing a competitor in the amplification reaction for either the first SDA primer or the second 
SDA primer, and wherein the competitor is selected from the group consisting of: non- 
extendable competitors, non-cleavable competitors, and competitors which are non-extendable 
and non-cleavable. 

1 85. The method of claim 1 84 wherein the competitor is anchored to a substrate. 

1 86. The method of claim 1 84 wherein the competitor is in solution. 

1 87. The method of claim 1 84 wherein the competitor is a non-extendable competitor. 
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188. The method of claim 187 wherein the competitor comprises a non-extendable 3' modification 
selected from the group consisting of: a 3' terminal base mis-match, a 3' dideoxy nucleic acid, 
and a blocking group attached to the 3' hydroxy group of the 3' terminal nucleic acid. 

1 89. The method of claim 1 84 wherein the competitor is a non-cleavable competitor. 

190. The method of claim 189 wherein the non-cleavable competitor comprises a nucleic acid 
selected from the group consisting of: methylated nucleic acids and phosphorothiolated nucleic 
acid. 

191. The method of claim 1 89 wherein the non-cleavable competitor comprises a modified nucleic 
acid selected from the group consisting of 2'deoxyadenosine 5 f -0-(l-thiotriphosphate), 5- 
methyldeoxycytidine 5 f -triphosphate, 2 f -deoxyuridine 5 ? -triphosphate, and 7-deaza-2'- 
deoxyguanosine 5'-triphosphate. 

1 92. The method of claim 1 84 wherein the SDA primer which the competitor does not compete 
with is labeled. 

193. The method of claim 192 wherein the label is a fluorescent label. 

194. The method of claim 193 wherein the fluorescent label is selected from the group consisting 
ofBodipy-derivatives, Cyanine-derivatives, fluorescein-derivatives, and rhodamine-derivatives. 

195. The method of claim 192 wherein the label is a chemiluminescence label. 

196. The method of claim 192 wherein the label is an electrochemiluminescence label. 

197. The method of claim 192 wherein the label is biotin. 

198. The method of claim 120 wh^reinat least one of the first and second SDA primers is labeled. 

• 1 99. The method of claim 1 98 wherein the label is a fluorescent label. 

the fluorescent label is selected from the group consisting 
itives, fluorescein-derivatives, and rhodamine-derivatives. 
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ofBodipy-derivatives, Cyanine-derh 
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201 . The method of claim 198 vjherein the label is a chemiluminescence label. 

202. The method of claim 198 j^dterein the label is an electrochemiluminescence label. 

203. The method of claim 198 whdrein the label is biotin. 

204. The method of claim 120 wherein allele specific strand displacement amplification is carried 
out for target nucleic acids of interest which encode a gene with two or more known alleles, 

wherein the upstream and downstream ligation probe sequences are selected to be specific for a 
particular allele of the gene, so that the ligation probes contact, proximate the 3' end of the 
upstream probe or proximate the 5' end of the downstream probe, a portion of the target nucleic 
acid sequence which is determinative of the allele, 

wherein, if the target nucleic acid does not contain the sequence determinative of the allele for 
which the ligation probes are selected, the juxtaposed terminus of one of the probes is 
misaligned, so that, in step (b), the ligation probes are ligated only if the target nucleic acid 
sequence contains the allele determinative sequence, and 

wherein, in step (c), amplicons are produced by strand displacement amplification if the allele 
determinative sequence is contained within the target nucleic acid sequence. 

205. The method of claim 204 wherein the gene has two known alleles, and the target nucleic 
acids are addressed to two capture sites. 

206. The method of claim 204 wherein the gene has multiple known alleles, and the target nucleic 
acids are addressed to multiple capture sites. 

207. The method of claim 204 wherein the upstream probe is particular for the allele 
determinative sequence, and is not complementary for other alleles at the ultimate 3' nucleic acid 
of the upstream probe. 

208. The method of claim 204 wherein the upstream probe is particular for the allele 
determinative sequence, and is not complementary for other alleles at the penultimate 3' nucleic 
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